1 73 like expression have not been reported. In the current theexpression levels and molecular weights 74 of CR1-like on erythrocyte membranes were measured. In addition, variations in CR1-like 75 expression was characterized using flow cytometry, immunoprecipitation, SDS-PAGE and 76 Western blot. The data obtained from this study will be used for future in-depth analyses of the 77 immune mechanisms mediated by CR1-like on porcine erythrocytes.
MATERIALS & METHOD
79 Animal ethics 80 All experimental procedures involving animals were approved by the Animal Science and 81 Veterinary Medicine Ethics Committee of Shanxi Agricultural University, China and they 82 strictly adhered to the international biomedical research guidelines (CIOMS and ICLAS, 83 December 2012).
84 Experimental animals 85 Fifty-five Landrace swine (100 days old), which were individually marked with a number from 86 one to fifty-five, were used. Animals were allowed free access to food and water and were reared 87 at room temperature under normal conditions. The experiments were conducted at a pig farm in 88 Taigu County, Jinzhong City, Shanxi Province, China.
89 Experimental material 90 The peripheral blood lymphocyte separation medium was obtained from TBD (China). The 91 mouse anti-pig CR1-like monoclonal antibody (mAb) was prepared by our laboratory (Patent 92 number: ZL201410308534.0) (Yin et al., 2015b) . The other antibodies used included mouse IgG 1 93 isotype antibody and DyLight® 488-conjugated goat anti-mouse IgG (Abcam, UK) and 94 horseradish peroxidase-conjugated goat anti-mouse IgG (Jackson Immuno Research, USA). NP-95 40 erythrocyte lysis buffer and BCA Protein Assay Kit were obtained from Solarbio (China).
96 Blood sample preparation 97 Sterile blood was drawn from the anterior vena cava (5 mL/animal). Erythrocytes were separated 98 using peripheral blood lymphocyte separation medium. Erythrocyte suspensions (3.0×10 8 /mL) 127 solution was added. The suspension was again stored at room temperature for 30 min and the 128 latex beads were then washed with MES buffer (at 10,000 rpm for 5 min) and then resuspended 129 for later use. IgG-free BSA/PBS (0.5%) was added to the latex beads and the suspension 130 incubated at room temperature for 30 min. The latex beads were then washed twice with MES 131 buffer, centrifuged at 10,000 rpm for 5 min and resuspended with 500 µL MES buffer for later 132 use. Erythrocyte membrane protein solution (1 mL) from each porcine sample was subsequently 133 mixed with the same volume of the latex bead suspension and incubated at 4°C overnight.
134 Samples were washed twice with MES (10,000 rpm for 5 min) for later use. The beads were 135 subsequently resuspended in elution buffer, washed twice (10,000 rpm for 5 min) and the 136 supernatants collected. The pellets were repeatedly washed twice with the elution buffer, and the 137 supernatant was collected, combined, concentrated by ultrafiltration, and aliquoted for later use.
SDS-PAGE and Western blot analysis of CR1-like
139 A BCA Protein Assay Kit was used to determine the concentration of CR1-like; the final protein 140 concentration of CR1-like was adjusted to 25 mg/mL. Each sample were repeated three times for 141 each individual and were subjected to reducing SDS-PAGE. Stacking gels (5%) and resolving 142 gels (8%) were prepared and the individual samples were mixed with the reducing sample buffer 143 for loading onto the gels. Electrophoresis was performed at 80 V for 30 min, followed by 120 V 144 for 2 h. Electrophoretic transfer of proteins from each gel to the membrane was conducted at 60 145 V for 2.5 h. The membrane was immersed in blocking solution for 2 h, then placed in a 146 hybridization bag along with the anti-porcine CR1-like mAb for incubation overnight at 4°C. 147 The membranes were then washed three times with TBST for 10 min and then incubated with 148 TBST-diluted horseradish peroxidase-goat anti-mouse IgG (Jackson ImmunoResearch) in a new 149 hybridization bag for 1 h at 37°C. The membrane was then washed 3 times and each time for 10 150 min with TBST. The chemiluminescence solution was evenly applied to the PVDF membranes, 151 which were then exposed to film in a dark room. The results were scanned and saved.
152 Alternatively, gels were stained with Coomassie Brilliant Blue for 20 min, then scanned. A 153 Vernier callipers was used to measure the migration distance of the molecular weight markers in 154 order to construct a molecular weight standard curve. The migration distance of each CR1-like 156 Statistical analysis 157 Fluorescence values and the molecular weights for CR1-like protein were detected in 55 158 individuals. Sample normality was determined using a one-sample Kolmogorov-Smirnov test.
159 Statistical significance was determined using a one-sample t-test. Statistical analysis was 160 performed using SPSS Statistics V21.0 (IBM). Table 1 , indicating that CR1-like exists on 167 porcine erythrocyte membranes as was found in a previous study (Yin et al., 2015a ).
168
The normal distribution for the MFI data is shown in Table 2 . The K-S test indicated that 169 the MFI data did not follow a normal distribution for group a, though the MFI data did follow a 170 normal distribution for groups b and c. Therefore, the MFI of group a is represented by the 171 median value (50 th percentile, P 50 ).
172
Next, the fluorescence intensity was analysed by t-test. The population mean value (PMV)
173 of E-CR1-like fluorescence intensity from the 55 individuals was 59.557±33.153. The MFI of E-174 CR1-like was poorly represented by the PMV due to the large discrete level (SD=33.153). A 175 scatter diagram of the MFI was generated by SPSS Statistics V21.0 (IBM) and is shown in Fig. 2 .
176 E-CR1-like fluorescence intensities of the 55 individuals were grouped into three intervals. The
[A-B] interval included 22 individuals, the [B-C] interval included 25 individuals, and the [C-D]
178 interval included 8 individuals (Table 3) . (Table 6 ).
214
The E-CR1-like M r s were then analyzed using a one-sample t-test. (Tables 6 and 7) .
220
The data demonstrated that the molecular weights of porcine E-CR1-like were distributed as 221 follows: 85.280±0.935 kDa (9.09%), 123.939±2.752 kDa (14.5%), 136.696±2.028 kDa (76.36%).
DISCUSSION

223
The erythrocyte rosette test and flow cytometry were previously used to study chicks The representative samples' molecular weight standard curve based on the marker proteins.
1 The dependent variable: fluorescence intensity. Samples distribution for the expression of CR1-like on erythrocytes in each interval (n = 55) df showed the degree of freedom about n-1;
Sig. showed the P-value. df showed the degree of freedom about n-1;
Sig. showed the P-value. 
